Materials
The column is maintained at 30-45 °C (BAS LC22A column heater). The mobile phase is 0.1 M sodium phosphate (pH 3.0), 0.1 mM EDTA, 0.2-0.4 mM 1-Octane Sulfonic Acid (Eastman-Kodak), and 0.35% acetonitrile (v/v), filtered through a 0.45 micron filter. Flow rate is of 1.2 ml/ min. Four liter batches of mobile phase are optimized for separations by adjusting the pH, Octane Sulfonic Acid and column temperature. The mobile phase is recycled, and is continuously purged with helium gas to remove dissolved oxygen. Recycling of the mobile phase is almost essential to maintain good resolution for a reasonable period of time. The mobile phase shelf-life is maintained by using a flow switch (controlled by the integrator) to divert to waste the first 2-7 min of each run.
The electrodes are maintained at potentials of approximately 0.78 and 0.95V with respect to a Ag/AgC1 reference electrode. The electrode at the higher potential is used exclusively for the determination of tryptophan (and the NMDA internal standard). The 0.78 V potential provides a superior signal to noise ratio for detection of the monoamines and compounds, other than tryptophan. The chromatograms are stored on the hard drive of the Empower workstation, and subsequently processed and the data transferred directly into an Excel spreadsheet for computation of metabolite amounts and compilation of group data. 
Tyrosine hydroxylase standards:
The calibrated TH protein and phosphorylation standards used by this laboratory are derived from PC12 cell extracts, which were analyzed for TH protein content and phosphorylation stoichiometries against a previously calibrated TH standards that ultimately originated from the laboratory of Dr. John Haycock
